Fermentation
of Micromonospora inyoensis (NRRL 3292) produces sisomicin (1) 
THE JOURNAL OF ANTIBIOTICS JULY 1978 Lion and lyophilization of the appropriate fractions, was found to have an elemental composition and a mass spectral fragmentation pattern similar to 66-40B (2) The carbon-13 chemical shifts of 66-40G (4) are shown in Table I along with those of sisomicin (1)'0' and are consistent with the structure.
Thus, the shielding of C-3" by 8.7 ppm along with the absence of a resonance at 37.9 ppm relative to sisomicin indicates the presence of a primary amine function at C-3". Methanolysis of 66-40G (4) yielded on chromatography, a and /3 anomers (7) (in the ratio of about 1: 1) of methyl 3-de-N-methylgarosaminide in place of the methyl garosaminide which is the product when siscmicin is methanol ized".
Furthermore, when examined on tic, the compound was identical with a sample of 3"-de-Nmethyl-sisomicin which had been prepared from sisomicin by a photochemical oxidative de-N-methylation procedure".
Experimental Section
For general conditions see Ref. 9 Isolation of Antibiotic 66-40G (4) A 5.5 g sample of sisomicin related substances, which was obtained by counter-current distribution of the mother liquors from a sisomicin crystallization, was dissolved in water and after adjustment to pH 6.1, applied to the top of a 3.3 cm x 142 cm Amberlite CG-50 column in the NH41-cycle. The column was subjected to stepwise elution beginning with water and then changing successively to 0.05 N NH40H, 0.1 N NH40H and 0.18 N NH40H, collecting 20-m1 fractions and monitoring by thinlayer chromatography using Analtech silica gel GF plates (250 microns) in the system chloroformmethanol -7 % ammonium hydroxide (1: 2: 1). This gave 66-40G (4) in 1.6 g yield on concentration and lyophilization. Changing the eluant to 0.2 N NH4OH and finally 0.24 N NH40H yielded 66-40B (2) (1.8 g) and 66-40D (3) (1.6 g) respectively. These were identical with authentic samples of these compounds previouslys' obtained (t.l.c., n.m.r., mass spectrometry).
The 66-40G (4) 
